Isolation of intestinal intraepithelial and lamina propria lymphocytes. Intestinal LPL were isolated from the intestine by incubation for 45 min at 37 °C in Ca 2+ and Mg 2+ free Hanks medium plus 1 mM EDTA, 15 mM HEPES and 10% FCS, with gentle shaking for removal of intestinal epithelial cells. Supernatants were spun down, pellet corresponding to the intraepithelial lymphocyte fraction (IEL). The remaining tissues were then incubated with gentle shaking for 45 min in 1 mg/ml collagenase type III (Worthington), 200 µg/ml DNase I (Roche), 0.4 units/ml Dispase (Gibco) in RPMI1640 medium plus 2% FCS. Preparations were filtered and mononuclear cells were isolated on a 40%-80% Percoll gradient. Lymphocytes were recovered from the interface and were washed twice, corresponding then to the lamina propria (LP).
Primers: mNKp46ext forward 5'-GTAAAGGGAGAGCTGTGAACCT-3', mNKp46ext reverse 5'-ATGATGGGTTTCGGGAGAGTC-3'; mNKp46int forward 5'-TCCCATGGTGACTAGTGTCAG-3', mNKp46int reverse 5'-AGCAGGTATCCCAGGTGAAC-3'; mNKp46seq reverse 5'-CCCACTTTATCTCAACCGCCAGC-3'.
Quantitative PCR. RNA was isolated from sorted NK cells using RNAqueous-Micro Kit (Life Technologies) and converted into cDNA using M-MLV RT (H-) (Promega) according to the manufacturer's protocol after treatment with DNase I for 30 min at 37 °C. cDNA was amplified on the real-time PCR system StepOnePlus (Applied Biosystems) using SYBR Green chemistry (Roche) for detection. Copy number for NKp46 transcripts were normalized with 18S rRNA (ΔCt method) and set relative to the mean of the relative NKp46 transcript levels of C57BL/6 NK cells. Primers: 18S rRNA forward 5'-CGGCTACCACATCCAAGGAA-3', 18S rRNA reverse 5'-GCTGGAATTACCGCGGCT-3'; NKp46 forward 5'-AGGAGGTGTTGAGAACAGCAG-3', NKp46 reverse 5'-GCGGAGTCCTTTTGTAATCCTG-3'.
Transfection and flow cytometric analysis. 293T cells were cultured in Dulbecco's Modified Eagle's Medium and were transfected with the appropriate RSV.5neo expression vectors containing NKp46 WT or mutant cDNA with Flag-and hexahistidine-tag using Applifect (AppliChem). Flow cytometric analysis was done after 48 hours. Briefly, cells were washed with ice-cold buffer (phosphate-buffered saline, 2% fetal calf serum, 2mM EDTA, 0.01% sodium azide) and then stained with relevant antibodies for 20 min at 4 °C and washed again after each staining step with FACS buffer. For total cellular staining with mAb M2, cells were first stained with Fixable Viability Dye eFluor 450 (eBioscience), then fixed and permeabilized with BD Cytofix/Cytoperm (BD Biosciences) and subsequently stained with appropriate antibodies for 20 min at 4 °C. Washing steps were performed with Saponin buffer (phosphatebuffered saline, 0.5% bovine serum albumin, 0.1% saponin, 0.01% sodium azide). Antibodies used: FLAG-tag mAb M2 (Sigma), anti-NKp46-PE mAb 29A1.4 (BioLegend), rat IgG2a-PE isotype control RTK2758 (BioLegend), mouse IgG1 isotype control N1G9, APC-conjugated F(ab)2-fragments of goat anti-mouse IgG (Jackson ImmunoResearch). Flow cytometry analysis was performed with a FACS Canto II (BD Biosciences, Heidelberg, Germany) and data analyzed using FlowJo (Tree Star, Ashland, OH).
Immunofluorescence staining. NK cells were isolated from the spleens of Ly5.1 C14R and C57BL/6 mice using an NK cell isolation kit II (Miltenyi Biotec, Germany). Isolated NK cells (1.8×10 5 cells/300µl) were centrifuged on lysine coated slides at a speed of 1000 rpm for 10 minutes. Cytospins of primary mouse NK cells were fixed with 4% paraformaldehyde and permeabilized with ice-cold methanol for intracellular staining. After blocking (0.2% gelatin, 0.5% BSA in PBS) cells were stained with goat anti-mouse NKp46 antibody (R&D Systems, AF2225, 1:100) and rabbit anti-mouse PDI (Cell Signaling Technology, 3501S, 1:100) overnight, followed by AlexaFluor488-conjugated donkey anti-goat IgG (H+L) (ThermoFisher, A-11055, 1:250) and AlexFluor546-conjugated donkey anti-rabbit IgG (H+L) (ThermoFisher, A-10040, 1:200). DAPI was used for nuclear counterstaining. Coverslips were mounted on the slides using 15 µl of mounting medium (Immunoselect, SCR-038447). Fluorescence images were obtained with a TCS -SP8 confocal microscope (Leica) using a 63 ×/1.40 HC PL APO oil objective. Images were analyzed using LAS AF (Leica Application Suite -Advanced Fluorescence) software. Fig. S1 C14R mice stained with both anti-PDI primary antibodies and AlexaFluor546-conjugated anti-rabbit secondary antibodies or alone with AlexaFluor546-conjugated anti-rabbit secondary antibodies (neg ctr) display the specific staining for PDI (DAPI nuclear stain, blue; anti-NKp46, red; PDI, green). Images were obtained using confocal scanning microscopy with a 63× oil objective. Scale bar, 15 µm. + NK cells ± SEM after coculture from two independent experiments (n = 2 and 3 mice/genotype in each experiment). (B) Cytolysis of NK cells from C57BL/6 and Ly5.1 C14R mice against different effector ratios (E:T) of YAC-1 target cells. P values were calculated using a Student's t test. (C) IFN-γ-production after stimulation of NK cells with IL 18 (5 ng/ml) + IL 12 (10 ng/ml, hi) or IL 12 (0.25 ng/ml, lo) and IL-2 (1000 U/ml). P values were calculated using an unpaired two-tailed Student's t test. (D) Dissemination of metastases in different organs such as liver, kidney and bone marrow 14 days after intravenous injection of B16F10 in the indicated mouse strains. C14R mice. Data show the mean ± SEM from one experiment (n = 7 mice/genotype). P values were calculated using a Student's t test. (B) Enumeration of total NK cells, NK cell subsets and ILC1 isolated from the lung of C57BL/6 and Ly5.1 C14R mice 7 days after injection of B16F10 melanoma cells. Data shows the mean ± SEM pooled from two independent experiments (n = 6 mice/genotype). P values were calculated using an unpaired two-tailed Student's t test. Figure S1 . Almeida et al. 
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